the bioactive features of protein and peptides, which is more economical and time-saving than conventional method. BIOPEP database, providing collection of sequences (proteins, bioactive peptides, allergenic proteins, and sensory peptides), can be used to predict biological activities about a protein sequence, and to estimate the release of bioactive peptides by proteolysis simulation using certain proteases (Minkiewicz, Dziuba, Iwaniak, Dziuba, & Darewicz, 2008) . This in silico tools has been successfully applied in the investigation of bioactive peptides from different sources, including animal products, plant products, and seafood products, such as bovine meat proteins (Minkiewicz, Dziuba, & Michalska, 2011) , porcine myofibrillar proteins (Kęska & Stadnik, 2016) , yak milk casein , cereal storage proteins (Cavazos & de Mejia, 2013) , oilseed proteins (Han, Maycock, Murray, & Boesch, 2019) , giant grouper roe proteins (Panjaitan, Gomez, & Chang, 2018) , and portuguese oyster proteins (Gomez, Peralta, Tejano, & Chang, 2019) . In addition, online tool PeptideRanker has the function of predicting the potential bioactive index of peptides, and ToxinPred has been developed to predict the toxicity of peptides.
Quinoa (Chenopodium quinoa Willd.) is an ancient crop and has been recognized as a potent food candidate due to its exceptional nutritive value. There is now much interest in quinoa protein for its good balance of amino acids, gluten-free property, and high digestibility (Filho et al., 2017; Graf et al., 2015) . In addition to the nutritional value, quinoa protein has been documented to exert some beneficial effects as a source of bioactive peptides, like ACE inhibition (Aluko & Monu, 2003) , antioxidant (Aluko & Monu, 2003; Nongonierma, Maux, Dubrulle, Barre, & FitzGerald, 2015) , DPP-IV inhibition (Nongonierma et al., 2015) , antidiabetic (Vilcacundo, Martínez-Villaluenga, & Hernández-Ledesma, 2017) , and colon cancer cell viability inhibitory effect (Vilcacundo, Miralles, Carrillo, & Hernández-Ledesma, 2018 ).
However, the potential of quinoa protein to release biological peptides has not been studied systematically. The aim of the present work was to study the potential use of quinoa protein as the precursor of bioactive peptides based on in silico analysis, and to assess the potential of some enzymes to release bioactive peptides by enzymatic hydrolysis simulation. Furthermore, this in silico analysis was used for the exploration of novel bioactive peptides derived from quinoa protein.
| MATERIAL S AND ME THODS

| Protein sequences and enzymes
Five sequences of quinoa seed storage proteins were selected for the in silico analysis: 2S albumin-like (XP_021758596), 11S seed storage globulin (AAS67036), 11S globulin seed storage protein 2-like (XP_021770184), 13S globulin seed storage protein 1-like (XP_021752233), and 13S globulin seed storage protein 2-like (XP_021752668). Besides, soybean proteins, glycinin (P04347), β-conglycinin α′ (P11827), and β-conglycinin α (P0DO16), were taken as comparison sequences to assay the potential biological activity of different proteins. All sequence information was retrieved from NCBI (https ://www.ncbi.nlm.nih.gov/) and listed in Table 1 .
In this study, three plant proteases were used for in silico proteolysis: papain (EC 3.4.22.2), ficin (EC 3.4.22.3) , and stem bromelain (EC 3.4.22.32) . Meanwhile, pepsin (pH > 2.0, EC 3.4.23.1), trypsin (EC 3.4.21.4), and chymotrypsin (EC 3.4.21.1) were employed to evaluate the stability of the peptides against gastrointestinal digestion.
| Evaluation of quinoa proteins as a precursor of bioactive peptides via the BIOPEP database
Profiles for quinoa proteins as the precursor of bioactive peptides is available in the BIOPEP (http://www.uwm.edu.pl/bioch emia/index. php/pl/biopep) using the "Profiles of potential biological activity" tool, shown as the type and location of bioactive fragment in a protein sequence. Meanwhile, the frequency of the occurrence of peptides with given activity (A) in a protein was taken as the evaluation parameter and calculated based on the equation: where a is the number of peptides with given activity in the protein sequence, and N is the number of amino acid residues in the protein.
The total frequency of occurrence of all bioactive peptides (∑A) in the protein was also calculated.
| In silico proteolysis and virtual screening
The proteolysis simulation provided by BIOPEP was adopted.
Papain, ficin, and stem bromelain were independently applied to the protein sequences to release peptides. The frequency of release of peptides with given bioactivity by selected enzymes (A E ) and the relative frequency of release of peptides with given activity by selected enzymes (W) were calculated according to the equations:
where d is the number of peptides with given activity released from the protein sequence by selected enzyme, and N is the number of amino acid residues in the protein.
Then, the peptides with three amino acids were submitted to PeptideRanker (http://disti lldeep.ucd.ie/Pepti deRan ker/) for the calculation of theoretical bioactivity of peptides, and the results were presented as score values from 0 (poorest bioactivity) to 1 (best bioactivity). Peptides with relatively high PeptideRanker score and no previously described bioactivity based on the information recorded in BIOPEP database were evaluated for their stability against the gastrointestinal digestion using BIOPEP simulation, and their toxicity using ToxinPred (http://crdd.osdd.net/ragha va/toxin pred/multi_submit.php). The solubility of the peptide was evaluated by the online Innovagen server, available at http://www.innov agen.
com/prote omics-tools .
| Peptide synthesis
Screened peptides were synthesized by the Sangon Biotech
Company for the evaluation of in vitro DPP-IV and ACE inhibitory activities. The purity of the peptide was 99% verified by HPLC.
| Assay of DPP-IV inhibitory activity
The DPP-IV inhibition assay was determined using DPP-IV inhibitor screening assay kit (KA1311, Abnova). Briefly, peptide samples (10 μl), dispersed in assay buffer (20 mM Tris-HCl containing 100 mM NaCl and 1 mM EDTA, pH 8.0) at various concentrations, were mixed with assay buffer and DPP-IV in a 96-well plate. Then, substrate solution (Gly-Pro-Aminomethylcoumarin) was added to initiate the reactions. The mixture was incubated at 37°C for 30 min, and the fluorescence was measured using a plate reader (Synergy MX, Bio Tek) at an excitation wavelength of 350 nm and an emission wavelength of 450 nm. The concentration of the DPP-IV inhibitor required to inhibit 50% of DPP-IV activity under the above assay conditions was defined as the IC 50 , which was the mean value from three independent replicate assays.
| Assay of ACE inhibitory activity
The ACE inhibition assay was carried out with the ACE inhibitory assay kit (ACE kit-WST). Absorbance at 450 nm was measured using a plate reader (SpectraMax plus, Molecular devices), and the IC 50
value reported for each sample was the mean value from three independent replicate assays.
| Statistical analysis
All tests for peptides bioactivities were conducted with three replicates, and their data were expressed as the mean ± standard deviations. Statistical analysis was performed using SPSS version 16.0.
Differences between the means were tested using one-way ANOVA with Duncan's test. Mean values were considered significantly different at p < .01.
| RE SULTS AND D ISCUSS I ON S
| The potential of quinoa seed storage protein as a precursor of bioactive peptides
Globulin and albumin were found to be dominant in quinoa seed protein (Brinegar, Sine, & Nwokocha, 1996; Prakash & Pal, 1998) . To investigate the potential of quinoa protein as precursors of bioactive peptides, a total of five quinoa protein sequences with a range of 142-542 amino acids (Table 1 and Appendix S1) were selected and assessed by "Profiles of potential biological activity" of BIOPEP, and three soybean protein sequences as comparison. Soybean is an important crop in many countries for its high-quality protein and kinds of biological activities. Glycinin and β-conglycinin have been regarded as the good precursors of bioactive peptides (Han et al., 2019; Singha, Vij, & Hati, 2014) .
Based on the present limited information in BIOPEP database (2)
As for the total frequency of bioactive peptides occurrence, 11S-2 (∑A = 1.2508) had the highest value of seven analyzed proteins, followed by 11S-1 (∑A = 1.2480) and 13S-1 (∑A = 1.2443).
These three quinoa proteins showed higher total frequency of bioactive peptides occurrence than soybean proteins (Table 2 ). Quinoa albumin 2S had the weakest potential to act as precursor of bioactive peptides, with the least bioactivities and lowest occurrence frequency of bioactive peptides (∑A = 1.0139). Globulin is the principal precursor of bioactive peptides in quinoa seed. DPP-IV (A (DPP-IV inhibitor) = 0.5211-0.6609) and ACE inhibitor (A (ACE inhibitor) = 0.3451-0.4208) were the major part of bioactive fragments in all selected protein sequences and were taken as the research focus in this paper. DPP-IV is a ubiquitous protease associated with the degradation of incretin and regulation of blood glucose levels, and drug based on the inhibition of its activity is one of the most recent treatments for type 2 diabetes mellitus (Juillerat-Jeanneret, 2014). Food protein-derived DPP-IV inhibitors have been intensively studied over the last few decades (Lacroix & Li-Chan, 2012) . ACE plays a significant role in blood pressure regulation by promoting the production of the active hypertensive hormone and inactivation of vasodilator peptide, making it one of the promising physiological targets for antihypertensive drugs (Miralles, Amigo, & Recio, 2018; Udenigwe & Mohan, 2014) .
Various dietary proteins have been employed for the generation of ACE inhibitory hydrolysates, including animal products, marine organisms, and plants (Lee & Hur, 2017) .
The highest release frequency of DPP-IV and ACE inhibitor was found in quinoa 13S-1 and 11S-1, respectively. Quinoa globulin 11S-1, 11S-2, and 13S-1 exerted higher release frequency for DPP-IV and ACE inhibitory peptides than analyzed soybean proteins. Frequency parameters of 13S-2 were slightly lower than the highest value in soybean proteins. Our study demonstrated that globulin in quinoa seed presented a high potential as a precursor for the production of various biologically active peptides, especially DPP-IV and ACE inhibitors.
| In silico proteolysis of quinoa proteins
Bioactive peptides encrypted within the natural food protein are supposed to be released by enzymolysis to exert their biological function. A number of food processing enzymes were previously used for the generation of bioactive peptides from a variety of natural sources (Fu, Wu, Zhu, & Xiao, 2016; . In our study, three commercial plant proteases papain, ficin, and stem bromelain were applied, respectively, to the 
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The frequency of occurrence of peptides with a given activity (A) in selected protein sequences selected quinoa protein sequences by "Enzyme(s) action" of BIOPEP (Appendix S2). Hydrolysates with the degree of hydrolysis (DH) between 31.2925% and 52.1298% were obtained by in silico proteolysis (Table 3) . Among the three enzymes, stem bromelain gave the highest DHs for five quinoa proteins, while the release of bioactive peptides is not proportional to the DH of hydrolysate.
The evaluation parameters (A E and W) of DPP-IV and ACE inhibitory peptides generated in this study were shown in Table 3 . The release frequency (A E ) of DPP-IV inhibitory peptides was higher than that of ACE inhibitory peptides generated from the same sequence by the same enzyme, and the similar results were seen in the relative release frequency (W) of peptides except 11S-2 and 13S-1 treated by ficin and stem bromelain.
Different enzymes have different potential to release bioactive peptides from proteins, which attribute to their specific cleavage sites (Gomez et al., 2019) . For example, performed in silico proteolysis of bovine collagen by twenty-seven different enzymes and found that papain was the most effective protease to release ACE inhibitory peptides theoretically. In our study, papain-treated quinoa proteins (except 11S-1) exerted relatively higher release frequency index of DPP-IV inhibitors than the other two enzymes. Similarly, papain has relative strong potential as an enzyme releasing ACE inhibitory peptides from quinoa proteins (except 11S-2). This might be because papain shared most of the cutting sites with two other enzymes, except for those from the N-terminus (Appendix S3).
The sequences of identified DPP-IV and ACE inhibitory peptides predicted to be released from quinoa proteins by in silico enzymolysis were presented in Table 4 . These bioactive peptides are made up of relatively few amino acids; exactly, most of them are dipeptides, except for IVR, IVY, AQL, VTR, and NKL. Actually, there were still plenty of peptides with no previously described bioactivity released from in silico enzymolysis of quinoa proteins.
As for the bioactivity of the unknown peptides, further study is required.
| Virtual screening of novel bioactive peptides
Herein, tripeptides released from in silico enzymolysis of quinoa proteins were further analyzed for the discovery of novel bioactive peptides with specific effect. Analysis of PeptideRanker predicted the theoretical bioactivity of peptides with the score values from 0.0222 to 0.9816 (Appendix S4). The top five peptides with high score were WCY, MAF, NMF, HPF, and MCG. Among them, WCY has been found in oat protein as an ACE inhibitory peptide (Bleakley, Hayes, O' Shea, Gallagher, & Lafarga, 2017) . However, the other four peptides, with no previously described bioactivity based on BIOPEP database and literatures, were subjected to in silico prediction of toxicity, solubility, and stability against the gastrointestinal digestion.
As shown in Table 5 , the prediction has been given that all the selected peptides are nontoxic, and expected to be poorly soluble in water due to their high hydrophobic residues. To exert physiology effect, it is necessary that peptides survive gastrointestinal digestion. However, these four peptides exerted undesired low stability in simulative gastrointestinal digestion. As Udenigwe and Fogliano (2017) reported, encapsulation techniques need to be developed in the preparation of bioactive peptides in order to protect peptides from undesired degradation. It is also notable that two peptides were partly hydrolyzed, accompanying with the new generation of dipeptides PF and CG. PF is a DPP-IV inhibitor documented in BIOPEP database, and CG has high theoretical bioactivity (0.9319) predicted by PeptideRanker. It indicated that these peptides could act as not only bioactive substance but also promising precursor.
| In vitro assessment of biological activity
In order to verify the bioactive effect of selected peptides, four chemically synthesized peptides were subjected to in vitro assessment of DPP-IV and ACE inhibition activity. The assay results
showed that all the peptides exhibited the positive ability in inhibiting DPP-IV and ACE activity (Table 6 ). HPF exerted strongest DPP-IV inhibition activity with IC 50 value of 13.69 μg/ml, followed by MCG (45.95 μg/ml). MCG was the most potent ACE inhibitor with IC 50 value of 6.48 μg/ml, followed by HPF (40.08 μg/ml). The inhibitory activity on DPP-IV and ACE of MAF and NMF was comparatively lower despite the higher PeptideRanker score, which indicated that they may play a role in other biological functions. Nongonierma et al. (2015) reported that quinoa protein hydrolysate produced by papain has in vitro DPP-IV inhibitory effect, while the peptide sequences have not been identified. Peptide IQAEGGLT, released from quinoa protein by pepsin-pancreatin sequential digestion, has been reported to exert DPP-IV inhibitory activity with an IC 50 value of 267.81 μM (Vilcacundo et al., 2017) . Compared with the bioactive peptides released by in silico proteolysis in this study, it is confirmed that the outcomes of in silico proteolysis and experimental enzymolysis were not an exact match Tu, Cheng, Lu, & Du, 2018) . In silico approach provides an alternative strategy for the investigation of novel bioactive peptides, but also has its limitations. Previous results showed that the products of enzymatic hydrolysis changed with the degree of hydrolysis, which was affected by kinds of factors, such as protein structural features, enzymatic activity, temperature, pH, hydrolysis time, and enzyme-substrate ratios Han et al., 2019; Tu et al., 2018) . However, the enzymolysis by in silico tools was rather idealistic, the digestion happened in every specific cutting site of enzymes, and it was carried out completely. Besides, in silico analysis was based on the current knowledge in BIOPEP database. The database is constantly updated, and the analysis results might be changed with new data.
| CON CLUS ION
Based on the selected protein sequences, our study revealed that the quinoa proteins contain various biological active peptides, especially DPP-IV and ACE inhibitors. In silico proteolysis showed that papain has relative strong potential as an enzyme releasing DPP-IV and ACE inhibitory peptides, although it exerts lower DH than stem bromelain. Furthermore, four novel bioactive tripeptides were selected by virtual screening and their bioactivities were confirmed using chemical synthesis and in vitro assay. In spite of some limitations in this in silico analysis, there is enough evidence to conclude that the quinoa protein is a promising precursor for production of bioactive peptides, and in silico proteolysis may serve the productive practice of the preparation of bioactive peptides. VV ( 
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